
0 * H 



W ff 



JAPAN PATENT OFFICE 



P0T/JP2004/008222 

15. 6. 2004 



m mmu o mm ^ mm. ^ nx\,* zmmtermv mmmm^mmz fix 

This is to certify that the annexed is a true copy of the following application as filed 
with this Office. 



Hi I ^ ^ B 
Date of Application: 

ffi m # 

Application Number: 
[ST. 10/C] : 

ffi K A 

Applicant(s): 



2 0 0 3^ 6H IB 

#M 2003-166646 
[JP2003-166646] 



recd o 6 AUG im 



WIPO 



PCT 



3 




Commissioner, 
Japan Patent Office 



PRIORITY 
DOCUMENT 

! SUBMITTED OR TRANSMITTED IN 
;COMPLIANCE WITH RULE 17.1(a) OR (b) 



2 0 0 4^ 7J! 2 2 B 



03 

m 

o 
O 

"O 

•< 




HlliF.fl* 2004- 3 06 3 78* 



#M 2003-166646 



^-v : l/E 



[SE&flMH K052P08 

imtbH] W15^6^11H 

imwmwfrm] ci2N 5/00 

C12N 5/06 
C12N 5/08 

mmxumm] m \umm 2-5-26-101 

[ft*] /MR H**^ 

HwtMA] 

[Mll*^] 396020800 

[ft*Xtt*fW »S*8aftgJ***ffl 
[ftSA] 

[»J#-f-J 100080034 

[#a±] 

[ft*Xti*&] IS 1H 

[TO#^] 06-6351-4384 

[¥jW^*R#f-] 003229 
[jtt#^fe«C] 21.000R 

[iKHWfroaft] 

[%#*] W«B# 1 

[*»#*] HIM ' 1 
[%#fc] 1 
[&%m&*X&13r] 0111475 



ttilE# 2004-3063788 



#M 2003-166646 



Wli&g. i ] 

[fll*R2] 

ifBJBEttSHK^Ifflfl&ti, i t *!tmtir2>m&m 1 Sfctt 2IS 

±fBSO^fe#±^)Efix BR^<bmiH$tt7fcm^, &jg*£#L^:£&K:J: 

6 J 

Jl&o 

«b »fe^±^^st £ mitt * tm t ; ±iajto:0^^±^ffllg £ iuflLvt 
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[Kmc 9 1 

±ia^^tC^tt^^#^$&BtO±fB4ijflLft^^{i, FGF2, FGF9 
> CNTF(OH<7)^<ii-o^ 10~4 0ng/mlOiftT^I^ 

iwnmi 0] 

^*(IB!&B#^±ffi!ia:$^ 1X104 

mim 1 1 1 

-LiaSD^-fe^&UHJfe £ , FGF2fc±t) f /£fc»±FGF9£ ^"tf _t fc* 

_tI5^^^^*&i-^X@<7)^tC, ±lB^«*«bFGF2i3J:£F/$*:teF 
G F 9 £ & JiffiigifeK C N T F Sr^iJDLT, ±SB4D^fe5R-t& 

[»#3U 2] 

•fz^t *®mftzwnm 1 1 \zwm<omwmma&^m^mo 
m^m 1 3 ] 

[0001] 
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[0 0 0 2] 

^iSt-^TV^o It^ilO^i^M^iMi IT, neuros 

phere& (r¥^HSii##*£) £ *lt ^ & „ Zbiz, _tf3?£S«#yfc*g« 

m-x.^xwmnmmmm-%> sphere c^*m) ^^#^^t^i-^ 

[0 0 0 3] 
[0 0 0 4] 

^i:i^^u^o z<D£7%mmi l z^\,*xiimjj%temm±j? 
&L%^ 0 -e-r-c, ±&<D£7%wm&mm<DWtmmzmmLxmwmmmm 

[0 0 0 5] 
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[0 0 0 6] 

& £ t K X o T sphere Sr^jftU $<pt:-eoIiJ|^gi^tfej: j; 

[0 0 0 7] 

[0 0 0 8] 

[0 0 0 9] 
[0 0 10] 

[0 0 11] 
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^m^mm\.x^hmm,(D-mx^^ 0 m^m±&mm<o^^mM, mm 

[0 0 12] 

m±.imsk*wmifttz £ t Km^Ltz^t ^ltv^ (^tte) 

[0 0 13] 

> PifLifttl (^.x, 7^, M&JB) cO^«co#^#^pT^t Lfc ( 
[0 0 14] 

y ^ * ? m * m$i~r 2>z.t tmm $ *wt „ 

[0 0 15] 

temwxwt i ] 

Nature 414, 112-117, review. 200W 
[0 0 16] 
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Science 287, 2032-2035H, 20003=. 
[0 0 17] 
U£#fr^:i$;3] 

Biochem. and Biophys. Res. Commun. 270> 517-521H, 2000^ 
[0 0 18] 

Brain Res. 677 (2) . 300-310, 1995^ 
[0 0 19] 

DNA Cell Biol 12 (8) , 667-673H, 1993^ 
[0 0 2 0] 

Experimental Cell Res. 245, 245-251^ 1998^ 
[0 0 2 1] 

m^wrxm 7 ] 

Nature Neuroscience 4 (12) , 1163H, 2001^ 
[0 0 2 2] 

[0 0 2 3] 

*&M1r&^mttt&%KX^^<D$mifcxibZ> 0 
[0 0 2 4] 
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x, ^£^&v6^fe$q?:£ ^ 

[0 0 2 5] 
[0 0 2 6] 

hub & mfct z>tz#> <o^m 

[0 0 2 7] 
[0 0 2 8] 

> *skm<D&.mij&K z^x&bfrtzfflmwmmmzmimmvtfmt Lx&m 
w ffl -e § £ nr fgft * ^ l r v 0 

[0 0 2 9] 
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[0 0 3 0] 
[0 0 3 1 ] 

v - * ^a-ipkibjS < f IJM1- & i a*-? § & o 

[0 0 3 2] 
[0 0 3 3] 

m&mm&mmi. mzmnztit&^x, %.mmmx, &mb&<<t>mim 
hti&tztb, mm v> t^d m& *> m l x v> & 0 

[0 0 3 4] 
[0 0 3 5] 

WJ&*«Rttfc:**U ttefM&^jA1-*at£3t (sphere) fc*#tc«ittt 
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[0 0 3 6] 

set &-?§& 0 

[0 0 3 7] 

[0 0 3 8] 
[0 0 3 9] 
[0 0 4 0] 

[0 0 4 1] 

(DXtbhtz^ DNAM^ ¥<Dfflkm?% < , Stt Kffi V> * ^Kgc^ffi £ 
[0 0 4 2] 
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[0 0 4 3] 
[0 0 4 4] 

[0 0 4 5] 
[0 0 4 6] 

±B©*ifefcJ:*.j* «««)3Mt«tet^J:^^ autftftj^ Mutt, 
[0 0 4 7] 

fc*v*T, ^fB»***fc*»t*l»M»ll»o±ffi^JfiLj|!fJ»*»ctt, FGF2, 
FGF9, CNTFOHW<H-o^ 10^40ng/ m l«T 
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#112 0 0 3- 1 6 6 6 4 6 ^ : n/ 

[0 0 4 8] 

±fB<0^tC«fctli^ JlfBtejflLvt^ilfe±H±it<7)H^l 0-4 0 n g/m 1 

t&x%, iitt«^itt^i«i±§^;H s t^o *%m\z& 
^n±, ±m<D&m^j)mm"erztix^x i>mfr%^o ^g^.^ 

ma, 10-40ng/mlt^:fc«U^o 
[0 0 4 9] 

m 2 m?z*)<Dmmm li, 1X1 0^5X1 04ffl/cm2^&i^!(ftH 
TV^ 0 

[0 0 5 0] 
[0 0 5 1] 

«-t*Xfifc, ±gB*3fe*J:&fflJ|&*, FGF2i$J:O p /i/ittFGF9** 
<^~. ±f2^%^f,FGF2^J:^/$fc(iFGF9^^*1-^ti:^H, _L 

[0 0 5 2] 
[0 0 5 3] 
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& xg k £ v> r , Jifa^Ab »c jflLft * $ t> n l r <> i v > 0 

[0 0 5 4] 
[0 0 5 5] 

[0 0 5 6] 
[0 0 5 7] 

mmvim i ) 

*Hi<7)iioEl i nov^rm i % 02, 14 ^^o*v>r^i-tL{^ 

[0 0 5 8] 
[0 0 5 9] 
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-fe*±^«^|X® (SI) T'&l^ ^2c7)Xaf±^ J**Lfci03IH&*±&llll 
lft**a!l»*«WP*^ifeK:J: OS^^^-t-^S^W^xg (S2) 0 

*i&«t4^flg (S3) T&& 0 
[0 0 6 0] 

(SI) fc, *tL^g|§av»T|life$*L&^feS±&j!ffll!SoS^W 

*^*-t^*^#xs (S3) *nm-tz> zt\z£^~c, im&m±Bumm*m 

[0 0 6 1] 

(sphere) i£Ht L 7t«y& £ £ § „ #^«<0^bil#^^r 
[0 0 6 2] 
[0 0 6 3] 

mnmnmimtl*< (Turner DL & Cepko , Nature (198730 3 

28: 131-13631) iz&\,*xmWZtitzi><7)X$>t), ^bm^M#«9J3&i: 

M2 (Akagi T. et. al., Neurosci Lett., 2003 May 8, 341(3): 213-216H) 
[0 0 6 4] 
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[0 0 6 5] 
[0 0 6 6] 

ffuuttxe (si) zxxm&mmmrm (S2) »cov>t, 

[0 0 6 7] 

»ft***i-**^*ji^jej|tatn3B Uf^i, :/* s 

ft«Rtt**X8 (S2) t*^&<fc**tr*te»cJ:oT3Wfc-r*ifc^S 
*o CO*4fe»cJ:*ttf, « % «Kft*i-**W?«#»jfti-««iEji (sphe 
re) t^f Clt i t^l-So 

[0 0 6 8] 
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[0 0 6 9] 
[0 0 7 0] 

Bmrnv & z mim K^m-r tut «t v > 0 

[0 0 7 1] 

±I2K^^_h^«#^IX^ (SI) KJi, 7°n^^i (MT, yn-b^^ 
[0 0 7 2] 

sfc, ±fs^a^«mx^ (p i ) a, mi ^-rx^ p 3 1 it, ut 

[0 0 7 3] 

ttz, ±SB»^WJ&*Xe (S2) P 6 <h LT> ±IB»^#Ji^|fflJ}g 

**xe (si) ^^x^m^fitzKm^m±&mm > ^mmLx^^j\m^h 

[0 0 7 4] 

mr> -hiBO^m^iffixs (pi) <v&&mp 3~p 5 i:ov^#icii 
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[0 0 7 5] 
[0 0 7 6] 

^-^mm^KXl 5-4 OfrmKJ&Zitf^ 7frlg<£> EDTA (jr.^ix>-vT 
5 >mWm) Z^trEDTAmfc^KX 2 0~3 O^RjS^-^^ CI t K X oT 
^M-rzzt&XZ&o P 4 off MtP^:Mv^tL-?,iti5 i y^l 

[0 0 7 7] 

& <DX& *) , -eoB r ^^ft^(co^T{i#tc^^^L^it^< > $g3H 

-&%\<v^m*mmLxniMirtu$£^ 0 

[0 0 7 8] 

i$m<vv^m},%tfa.mz^t?i%mwL*Kx, 3 o~6 o^&jss-^&ci^io 
•c, mM-r&z.ttfx%2> 0 p 5cD!a:f^iai^iii«3s^tcffiv^tL^jfiL 
ft^^-tf^^i^K^ti, mizmfeztiz i><Dx&% < , f^LfciDf^aaft 

[0 0 7 9] 
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ttz, ±.mo$mmmm&i:m. (pd k;&v>tm\ p 4 oa^&sgtfiHs * 

[0 0 8 0] 
[0 0 8 1] 

-hffiT-V — 1 0 0 0 U/m K:iotl5~40 MU 
Tl3T_h|5EDTA^0. 05-0. 1 %t:J:o-C 1 6 -4 O^FIRJc^^ 
vfl^BlfiL?i£8~l 0%^"tf^*^^J:o-t:3 0-12 O^flSS^^i.!: 

[0 0 8 2] 

Ii£3 7^JifB^;*^--t?j#$;i 0 0 OU/m lCiotl 6 5^SS$-£ 

> MfST^r±fBEDTA»0. 0 5 %IZ£ 2 0#H5Rj££-i2\ ^vJ3S^ 
JfiLrt^ 8 %^frig*$i&c J: 9 OfrmRfcZ&z Lv* 0 

[0 0 8 3] 

if&£3 yr^fBT*^ 0 0 0 U/m lCJ;oT2 0^a&£-£ 

> MzaTtcr±fBEDTA^0. 0 5%i:lot2 55*TO^^ 
JfiL?t : Sr8%#tp^*^m:o-r6 0 £ t Lv> 0 

[0 0 8 4] 

7V<D±zirj Xs*— Vmt&l 0 0 0U/m n:«tot3 O^RiSS-^ 
, MTCt±ffiEDTAtlO. 0 5%K£<?X 4 OfrmKlB^t, ^vfl^B 
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[0 0 8 5] 

4 Zsi-VrntiLl 0 0 0 U/m Hciotl 5-4 O^IWRjES^-fr, MfflTKT 
±fBEDTA#«tO. 0 5%CJ:otl5~6 0«)£^ '>l&lBJfll» * 
8-1 0%#tr^«^m:oT3 0-12 0#|HTRJ&$« i £ ifi&t L^ 0 
[0 0 8 6] 

t bfl&MOK^^itt^fe^&Sr^SI-t-**^**, *£mm*2 5-3 7^ 
OJifSxV 5 0 0- 1 0 0 0 U/m UcioTl 5-3 O^IWRJES 

MMTKTJtfEEDTAitifcO. 0 5-0. l%{:iori 5-4 0^H 
RJ&S*, *vJISM]fiL«£8-l 0%ttf^«^:iotl 0-6 0 BUSIES 

[0 0 8 7] 

ttz, 411 9 Slot M&iB<7)BI^^>ito:^'fe*Ji^^^li-^^{i> 

7V<D±mrj xst-Jzmwii o o ou/mi kx^x3 o^k$ 

^Zm.TtCT_L|2E DTAM0 . 0 5%t:iot3 0 53-ffiSJS£-£\ ?vjj& 
[0 0 8 8] 

±ffiig#$[£ LTii, invitrogentt^rDMEM^JSrfflv^T 
[0 0 8 9] 

P2on^fe3E±^«igii, imfBMmvaxm. (pd jcT*ajL^iw 

[0 0 9 0] 
[0 0 9 1] 

tbfiE# 2004-3063788 
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m^x, ±&msammj:m (S2) <D&&ffip e &£&p 7 K^xmmiz 

mmzm* <nmmzmmx% tin x < , ^(D^m^mm^^xumzm^ 
zn%^o $tm$:%i<D^mzmmLx, ^m^titzm^m±^ 

[0 0 9 2] 

*E&&%±&<vi'-Yft<Dmm*m+<?>mm\zmM-t2> 0 ztz, wu$, P60 
tf^^T-^r >?mmzx ^ > #^$tt7t!a:#'fe^ji^v- h^om^M^o 

[0 0 9 3] 

P6O«BJ!Mf^»»cfflv>e,tL*t«6iJJ:0 t '»*«±, #£BISe£ tt£> & 
[0 0 9 4] 

ftt^J: v> 0 ^tL< fi. Science 1992 : 225 ; 1707-1710 (##:£8fc3 ) HIS 
f&Oneurosphere& (#»»*3fcl§*j£) &*IJffi LT. m%&<OW&fr*>l¥.mL 

[0 0 9 5] 

ttx.MN P7(OiW»IJ, T{JM0MJfiL?t^^TfT|E0N2-9-7 P ';^>h 

nm&m&imjR-t&mmi (sphere) fc*#njmRL^«*»*»*c:fc*^? 
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*iz>*><dx^±%<^ ^m^nm^mmm^i- ^mmm (sphere) m 

[0 0 9 7] 
[0 0 9 8] 

±tevmmAmtmiix&M9ifmmjM (S2) taoti^t 

[0 0 9 9] 

±15^*61*1 (S3) ##£$£4 (Semin Cell Dev Biol (1 

998) , 9 (3) . 257-262, review) KE*3*fc;frfc£ftoT*ift** - ttfT 

SMUftA*ott£*||||A) *fc fcfc J: oT, Btt*»tffij& fc » 

[0 10 0] 

£tf*Kf^ ±&<0^J« 4D^fe*±A 
MftJMXS (Si) , jfeRttJMCDB (S2) ) C^ttfxifiK 

$ & K> ffNI l-^W^^_L^m*B^S*OKttfflM?^«a: |W(^^*^ 
[0 10 1] 

02 fctt, *^O^S!tciJV*r|gffl$^^«'>^^A(??«|^;|g*^-to 
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x, ±.m&mmxm (S3) K*5v*-n±, #*mi 'nmm&om 
[0102] 

£:jb\ £<7)^®l#«-ef±, *£«fiJt3 6. 5-3 7. ^«Htl 0-3 

0 H, Mm<D 01515:5 0-7 0 r p m-Cfi^ iWi bv> 0 
[0 10 3] 

mm-? 4:t^H 0 

[0 10 4] 

i- & fc * k&s? **>v<«*stc*»K «lt%ffl& £ a - ^ k & ^ t#h 

mz§m-t 2>i><Dx*>z>o ttz, 

o-ot* * $ A 7 - ^ >; r was if * > v % ? & mm-r & ^ t &x 

[0 10 5] 

*trv>*Lif (0 4 (a) #bb) , U O^ftWfcH 

^stLfcire^k, tr^ >^->^m$^rv>tL{f (H4 (b) #hs) . 
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[0 10 6] 
[0 10 7] 

[0 10 8] 

[0 10 9] 
[0 110] 

[0111] 

> Km^^<te^#.^Ji^m*#ili-^jfeEf^^Jij^«^xS (S 1 1) t 

. jtt^^ji&m^^^-r^^^x^ (s 1 3) tz&Asxm&zti 
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[0 112] 

im&miJ&AJ&xmxm. (s i d co^t^ ±fc®*^<D»iR i -era 

LfcB3&fe*±j^J!MMixe (si :hi#1) fcH«to^^ifci-*£fc 

[0 113] 

fflJJMMfcie (S 1 1) fcS53»**njBI (S 1 3) fcoii:, ±.ifco|S*fe<7>^& 

(S2 :hi#hs) jcffi^i-sa^wj&sixs (s 
i 2) i*tiiitv»i. ±saa^e«ii§*xe (s i 2) &co^t&, tiof^i 
1 K^»t*a^w**xs (S2) tmfo<n^&^%mtz>zt&-z*z>tzib, 

[0 114] 

-e-u-c, ±ibs^w*&«xs (s 1 2) iz&^x, ^mM&&v>w&&n 

xg (s 1 3) Ki3v>T. ^#$tt^!&:^#±^«^)m^»^^kM 

[0 115] 

±mm^m^mi:m. (s 1 2) nj:or*&fi$tL/ijn:^5R±j&ffliatt 

[0 116] 

(S 1 3) [:iot, $BM&m±J&ffl]&frt>±&<D-x.-u>, rx hruM h 

mSE# 2004-3063788 
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[0 117] 
[0 118] 

mmm±.jmmwmTMn * ra^^iii*!^ h & & urn *m ^ x ^ & ^ 

[0 119] 

s (sn) kj3v>t, mm^mixmmLtzxd^ mmmmmnm iF 

[0 12 0] 

*tfrhm$&m±fc*^m^&m&te, m2m.m,*3 6. 5-37. 51:©^ 

X/*~-lfm-mi 0 0 0U/m U:iotl0-4 0 53*WRjE&$-g\ ^Tt'T_h 
IBEDTA^O. 05-0. 1 %K£ 2 0 ~ 5 O^^^^^-i) £ t 

[0 12 1] 

6. 5-3 7. StOf^A-^iti o 0 OU/m 1 Cctot3 O^MS 
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^7fiTfcT_tIBEDTA$gi£0. 05-0. 1 %fc X oX 2 0 ~ 4 O^M 
^>-J&M.Mf£5~l 0%3-trig*ifcK.fcoT5~l 0 5MBI£JG&$* 
f^rf Lv^ 0 
[0 12 2] 

_hfB«^^_h^m*^^#-f-a^^#Xfl (S 1 3) 
[0 12 3] 

±mmm^mj:m (s 1 3) isiflLrt^m-ht:«^«_h^ffl^^^^« 
mum (si 3) kzm^hfihWk^ mm.m^mx$>^>^t^kmmKm^ 

-5> £ t ^M%$£%:2:%l<Di£m*m^ 2>Zt tfX & Z> 0 
[0 12 4] 

^xlf, ±|BS53|FJ&*fflOJSF*t LTtt, DMEM/F 1 2^> DMEM^ 
«U EMEMlgtfl (^-Cinvitrogentt^) fc^fc-fefl!'*-* £ * 0 
[0 12 5] 

JiSB&fci&afcre (S 1 3) tcfflv^tt^^llisi^ijn-r^H^i 
[0 12 6] 

i|B»*«*fflOJ&3||!»tel^Ofejfc«Wf»^tt, FGF2 (fibroblast 
growth factor 2 : aMg^jfflll&J&SHTO > FGF 9 (fibroblast growth fact 

or 9 : mmwmm^m^) , cntf ^mi^mtmmmmm^) <?>?*>o 

'J?%< fct-ooH^ 1 0~4 0 n g /m L (D jltt^t i t L 
[0 12 7] 

*LTv 2-5 Bj&ift&fc, iit&^B^O? *>OFGF 2. FGF 

miE# 2004-3063788 
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& 5 B;* s &iii-*£-CfcW\ FGF2fci^FGF9 Sr^t ^v^jflL^**^ 
[0 12 8] 

mmmmum (si 3) tzm^hiv&mmw&iLKmn't&j&itm^t 

LTtt, ±fBO&OK|5g5£$*L&,r ^-WC^Alt FGF2,9J^<DFG 

F-familyW, EGF (epidermal growth factor I Ji&J&ftS^-) , BDNF (brain de 
rived nutritional factor : flgfi^Jg^H^) ^ EGF (epidermal growth fa 
ctor : ±&J&:KB^) , NT-3 (neurotrophin-3 : —a.-u yuy ^ >-3) „ NT-4 

(neurotrophin-4 : —a. — n Yuy j >_4) > RA (retinoic acid : If* ^ >A) 
, PDGF (platelet derived growth factor : , T3 (triiod 

othyronine : h'j3-Ffn->) & WW h ti& 0 
[0 12 9] 

£7^ ±fmm^mm<D^mW.tLX^ 7 5^> (laminin) . 37-y> 
(col lagen) ft i?<DfflmK&M$ufi"t)* a - h £ *Lfc Jg*JfflU t £ J± * 8 '7 D V v > 

[0 13 0] 

( 1 c m 2^^ $ <o*bii&&) 1x10^5x1 0^/ c 

[0 13 1] 

±ffi«*«*xe (s 1 3) K&wzjimLtiv&mm&firi*, 

[0 13 2] 

m%E& 2004-3063788 
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-zm^TwmfflMv>tkm*n o ztx\ -^.-nv. r^hnto> 

f> K n -9- << b t ^ o /^Ittgaia^^M^if £ tiT v> & SrltS-t- & - 
-n7-f7^>f^^, hnff h©*fcffifc:i±* ^ — ij — b LTGFAP 

[0 13 3] 
[0 13 4] 

IB)ii:MtTiiPKC C^**?**^-^) ^7-^'J7»t:||Lt 

tiifpo^-vfc, 77^'j ^iiJicriLtttHPC - i £fUffl-r& 

o 

[0 13 5] 

if (05 (a), (b) #ffln) > mm&mmmmmmmmKmmztitzztz 
vm-t&ztwes&o ±&ommi%mztitzmmfrt>, pkc (-7** 
7*^^— #&at$*t*Lwr (®5 (c) #bs) ^ ^^^ffl»m^m^ 
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tf^^^-y v Timm izwm ztitzzt *muir z>zttfx~£, h p c - 1 am 

[0 13 6] 

[0 13 7] 
[0 13 8] 

•fe^-L^Bt^. FGF 2i3J:O r /£;fc*±FGF 9 «r*trlff*±-CS5****H 
^•T^X^h. ±E»*i&*«rHIJ6"t-^XS^^> _h|E^%^«b F G F 2 is «fc 
tf/*/it±FGF94:life*-r*2:t^^ JilBI&ttfcCNT F Sr^nLT, -LIB 

[0 13 9] 

) fc. tt^fef±^fflJi*t*^*t^ft^*lS (SI 3) fc*-fiv</C«jfc 

2tmm^ ±tiM&fem±8tfm*wxm (sn) (sis 

) fcofflfc, I^Klftli (S 1 2) ^t*LTv>* (E!3#MS) o 
[0 14 0] 

Hjg (SI 3) *K ±MUm&m±&Mte** FGF2#J:0V£*:ttFGF9 
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> ±Sa*ff**e> F G F 2 33 £OV£ fcliF G F 9 1 1 i> JtlS^Hfe 

[0 14 1] 

^n*feom^3o^w^»^^^i±, ^*^«xfi (s 1 3 
tim%2>o tot, *idte^S83t?«i. ±&<D&m%mxm (s 1 3) 
c -e « oara *mv&-f %> e 

[0 14 2] 

W^otUv^, ^-tLtc|R5g$ti.*Ci:4:<, Mmi©t*otfc 
£v> 0 ±Ifi^^fflc7)^t LT(±, DMEM/F 1 2^*. DMEM^ft, 
EMEMti (^TinvitrogenttM) i^tfflnifc^iSo CL£ 
tMgfflStL&ifitft^ LT(i, * ->J6J)BlfiL» (FCS) 1>*mfb*LZ>o Jt 

IBlfiLfilte. 1-10% (W/V) t?-^* it^lfl lv> 0 

[0 14 3] 

±IB»#**M*&«POi«P*^l±. ?^i:FGF2i3j:^/J fctiFGF 
9^ii-CV^o C160FGF2 (ab&v^wu FGF9) Oi&J&^OifeKli^ 1 
0 ~3 0 n g/m 1 t^^ut^ Lv> 0 
[0 14 4] 

&-|5B5£$tL& ^Wt:iaix.lf, FGF2,9J^OFGF-familyg^ EGF. B 

DNF. EGF> NT-3. NT-4. RA> PDGF> T3^^^tf^tL^> 0 
[0 14 5] 

*^ ±JE«*I&*JBO«*mi:LTa\ (laminin) , 39-^/ 

(collagen) iTOifflJl&ttlfeKJj&Wa - h $ *LfcJg#Hm $ fcli* 1 ; D U 
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[0 14 6] 

gtmrnvmrn^m ( i c m^mtz 19 mmm) 1x104-5x1 o4j@/ c 

[0 14 7] 

fit, Jifao^^^^^LT^^ l~3Hiilti:> _tfBi&«><bFG 
F2^i07i/;iiFGF9^^t-i > ttU:, ±IB^%lcHTi: LTCNT 

[0 14 8] 

CNTF«rJ&tfl^^bn-r*fcraWF^jflLat «5Jx.lf, FCS) £zftjgl~10% ( 

w/v) t*&i"9H^inL-r^ iv* 0 

[0 14 9] 

_LfB^*&«XfI (S 1 3) K£&t£iifB&^<a#^##M$ti, HJfeO 

3&iR2n*»t*ft***is (s 1 3) (D^m^tmm^mmirfi^x^o 

[0 15 0] 
[0 15 1] 
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[0 15 2] 

o 

[0 15 3] 
[MM] 

[0 15 4] 

&rFK7F+m$lM, OH, 2Bi5J:TOl2^H^^X ( |~C5 

7BL6J SLCtt ttztefls Tt±^ A^) > 9 ~ 1 2 B B *5 «£ 3 

[0 15 5] 

IMI^r 3 7 tOT*^ ( [riX^-lf (dispase) J &Wim 

mnm) 1 0 0 0 U/m L *ICT\ 15-40 ^BRI&$*fe^ ifiTT' 0 . 
0 5 %EDTA (ethylenediaminetetraacetic acid: x-^f-V > VT ^ >GgBfcS£) 
M(;t2 0-3 0«)S$^:o SJE&^ ±fBiDI&&8fe£ * v^JfiLVt^ 8 
%*tfJ&*«: ( TDMEM^J invitrogenttSSD 30~60^«$t 

[0 15 6] 

4tl 0 BOV>Xfc*5V»TW\ ±1240^^4 3 7°COJifSl 0 0 0 U/m 

ffiSE# 2004-3063788 
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LOfVXA-4f«a^) 1 6*P H mSH, M?aT^T±|50. 0 5 %EDTA 
<t 19 2 0^£Oi?£-^ *:>JIS]&JfiLYi£ 8%^rfrl£*?fcKJ: >9 9 OfrmK 

[0 15 7] 

2 0O^;UCj3V>Tf±, .tLfBAD^jaaE* 3 7°C<7>_tfBl 0 0 0 
U/mLWf'f ICfc 0 2 0$H&RJSS-£\ gffiTKTJifBO. 0 5 

%wtmmz£ *> 2 s^-iwrjs^^ ^^i&mjfiLtfr* 8 %^^mm^xn 6 0 

[0 15 8] 

tfz, &8t2 *nw*?XK&\t*X\±* ±m&MW®i.Z 3 7lCO±SBl 0 0 0 
U/mLOf^A--. £*) 3 0frK&Jfc£-£, MLTKT-tfBO. 0 5 
%-Emmmz i 0 4 0«*WRJS$^ * ->!63IBJ(iL?»* 8 i 3 0 

[0 15 9] 

1 B<D*7v MC*5V>Tli\ Ji|Bfi3£»»5*-LfB 1 0 0 OU/mLOf^ 
X^'-^fit^lCJ: «9 2 0#IHIRJ&$-S\ JLfSO. 0 5%EDTA^^«t 0 2 5#HI 

[0 16 0] 

£ffel MJ&JBfcfc^Tli. ±IS<la3liJ&£ 3 7*CO_tfSl 0 0 0U/ 

mLOf^^-^Wa 0 3 OWH, gifiTKT-LiBO. 0 5 %ED 
ummzx «9 3 O^HRlftS*, ^->J&iBJflL»4: 8 %£-tr**ifc£ J: HO^M 

[0 16 1] 
[0 16 2] 

BOta^lcisv^-Cti. ±gMK&1BMi3 7 < CO±ifil 0 0 OU/mL • 

tfJSE# 2004-3063788 
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(7)r-i Xsl-4?mfoK± t) 3 Ofl-WRJS^*, -hlfiO. 0 5%EDTA$gifc£J: 0 3 
[0 16 3] 

^3^|flm^neurosphere^ tiot, «^W^*t 

£<, *3tt«Nliai&*^*^tt, IjSJfiL^^ ( rDMEM/F12igj&J invitrogenttm 
) invitrogen : f±i^ON2-9-7 Pi ;^ > h£ 1/1 0 0 iflD £^JB L£ 

ftfi^Oflijj^jfflJi&^^-r**^ (sphere) t*t«tfcl*I*#^> 
Zt&X~£tz (H6#hb) o 
[0 16 4] 

[0 16 5] 

[0 16 6] 

l 4 0«o**^ **HHft*SBRLfco 
[0 16 7] 

S^jffltffcSfefefcfr^ £ £ J: or. fflJR»0«BJ!&^O^fk**il*$*trv^^4: 
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jb&e^vf-v (0 4 (b) tofifeo««) a**fctti$*tfco d^v>^ *i 

[0 16 8] 

[0 16 9] 
[0 17 0] 

-MlJC*Sa^/fo ig«ifci:L-C\ DMEM/F12W, N2t^'jr/ 
K iftH^FGF2 (20ng/ml) fc^tinL/cfc^Srffi^Tto 
h#(7)!to:^^-h^m<7)*^K{i> 3. 2X104fl/cm2T*ofce ttz 
> #H»!J-ef*> i&SH^F G F 2 tem^tztf, F G F 2 tf>ft*> «9 KF G F 9 £ 

ffl v> r His L r i> mt> & v> 0 

[0 17 1] 

^#I8^?>4~5 B Wt±, FGF 2 0$sin£#lhU 2-7 
[0 17 2] 

(ab&^li, ^-n7^r/H , GFAP, 0 4»t, # 
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[0 17 3] 

®5 (a) ^^S-feOlH^) > 3-K7v> (0 5 (b) 4>o£fe<7>IMM) > P 
KC (HI5 (c) *tf>£fe*>W) i)**ti?tUtkm2*Ltio uVfisy&ZVa 

-K^y>li> mmmiB^^^^-r#^^%5ii-^>^^^^>^o PKC 

[0 17 4] 
[0 17 5] 

Kyy^i^a- K7°v>> p kc ^rfflv^Tff ofci tfrb^ mwmmm, w. 

[0 17 6] 
[0 17 7] 

±Jfio^fe»= J: o X^m LMmVfz tan ^^feath&fflUfe^ 9 ^ ~ v 3 
- hM^t&A^io ^ttttt, DMEM/F12MI:, N2t7°'J^> 
K MH^FGFB (2 0 n g/m 1 ) , i3J:t>\ *vJ36JM.Yit (FCS) ( 
1% (W/V) ) **JPb3t'bOSrfflv^ 0 
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V>M&mm*. 3. 2X10%/cm2t^o/;„ tti, ^nMmxte, 

T-F G F 2 £fflv>*:^ F G F 2 tfHtfc> F G F 9 *m^X$m LT &#t>& 

[0 17 8] 

i&^H^'b 1 ~3 HJWli^ ^iliiHFGF2^^n4r#JJii-^>^^ i i5^CN 
TF (10~3 0ng/ml) ZmuL, £ £>K> 2 ~ 7 0i£«£8lll Lfc d 

[0 17 9] 

a-7'J> (&&v*}^ > Y) > GFAP^ 0 4^fflv^ W 

jg«Bfla^ffiffojte -e-oft*. jLiBo#»«v-*-^ffi$fL3t?tie)> .lib 

:g«*fflj&{±, tt&m GSMfcWfcfct, - A -n>% T^hnt-f K ^V^r^ 
[0 18 0] 

kbi^, ^-ofe*, H7^f j:^^. ±m^mmm^hit, nm> ( 

0 7 (a) ffOS-feOH^) „ 3-K^» (HI 7 (b) ^<D^<OW$L) „ H 
PC-1 (17 (c) *©afeO««) 7P**L^;MfcffiS*Lfco UK^^J: 

pc-i teT-??v zsmmz&\t*xm&toK&w$-z>i>v>"Z3bz>o 

[0 18 1] 

±IB<&^**BJfefc:J3V*-c\ nF^y^ilFH-Fyy'A HPC-1W 
[0 18 2] 

[H^^m] 
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[0 18 3] 
[0 18 4] 

[0 18 5] 

[Hi] 
[0 2] 
[0 3] 



tHfiE# 2004-3063788 



#H 2003-166646 



^-v! 38/E 



[0 4] 
[05] 

r~$>z>o &&<nffl$tfiK *^S«-eK;#*ife$^n K^->>-e*So (b) (i 

$^J^#^?tL/c3- K7v Vt^^o (c) »i, k3 
3<^4D^fe3R±&jWIJ!&S*OP KC»ffefflfl&Sr^«5S:BI"eabao SfeO^iiW* 

[06] 

x<D&m&m±&mMm%:<7>mmm> (sphere) *^-*-*ES;ia-e*&o 

[0 7] 

( a ) fi, t33 OiD^fe^Ji.gufflJfefi^O o F^> > Rite* iB'tm^M 
X*$>Z>o &GL<Offi$L&^ **I«t?«ifl*fe$^n K^»t*4, (b) (± 

^Jfew-e*i#*rfe$*tfe3- K^>^-e** 0 (c) ^3 
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imm^l mm 

[HI] 



-SI 





— P3 




i 






— P4 




i 






— P5 



-P1 



P2 



-S2 







f 



P6 



P7 



S3 
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[1112] 
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[H3] 





— S11 










— S12 




f 






tig 


— S13 
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